Background: Elevated risk of HIV-1 infection among recipients of an adenovirus serotype 5 (Ad5)-vectored HIV-1 vaccine was previously reported in the Step HIV-1 vaccine efficacy trial. We assessed pre-infection cellular immune responses measured at 4 weeks after the second vaccination to determine their roles in HIV-1 infection susceptibility among Step study male participants.
Introduction
The
Step study was a phase 2b randomized double-blind clinical trial of a preventive human immunodeficiency virus type 1 (HIV-1) vaccine in 3000 participants. It aimed to evaluate whether the adenovirus serotype 5 (Ad5)-vectored MRKAd5 HIV-1 gag/ pol/nef vaccine administered at weeks 0, 4 and 26 could reduce either HIV-1 infection rates or plasma viremia after infection. This study showed no evidence for vaccine efficacy. Surprisingly, risk for HIV-1 infection was elevated among male vaccine recipients who had pre-existing Ad5 neutralizing antibodies and/or were uncircumcised [1, 2] . Several hypotheses have been raised on the mechanisms for possible vaccine-associated increased risk. For example, HIV-specific CD4 + T cells induced by the Step vaccine may have preferentially served as susceptible target cells for HIV-1 infection, or pre-existing Ad5-specific immunity could have played a role in HIV-specific immune responses and risk of HIV-1 infection. An initial descriptive case-cohort analysis of the vaccineinduced immunity in Step was previously reported, but found vaccine-induced HIV-specific immune responses did not correlate with risk of HIV-infection based on an earlier incomplete dataset [3] . In a related non-human primate study, a greater risk of infection was also observed in animals pre-exposed to Ad5 and immunized with an Ad5 simian immunodeficiency virus (SIV) vaccine, compared to those not pre-exposed to Ad5 [4] . Although a dampening effect of Ad-specific CD4
+ T-cell responses on ensuing vaccine insert-specific responses was observed in a clinical trial by Frahm et al. [5] , no quantitative analysis of the association between pre-existing Ad5-specific cellular immune responses and risk of HIV-1 infection was performed in the Step study due to the limitation of relevant data.
Clinical and immunological data are now available on more than twice as many HIV-1-infected and uninfected Step participants than previously described [3] . We have measured postvaccination cellular immunity from almost all male vaccine recipients, in addition to a subset of male placebo recipients [6] . We focused the examination of ex vivo interferon-c (IFN-c) secretion in an ELISpot assay using peripheral blood mononuclear cells (PBMC) obtained at the pre-infection primary immunogenicity time-point, 4 weeks after the second vaccination. We also used flow cytometric assays to examine T-cell activation, as well as ex vivo IFN-c and interleukin-2 (IL-2) secretion from different cell populations in a subset of samples.
As the first proof-of-concept efficacy trial of a cell-mediated immunity HIV-1 vaccine, the Step Study provides unique data to investigate the roles of cellular responses in predicting trial outcomes. In this study, we evaluated quantitative immune correlates based on the comprehensive up-to-date data from the Step study and its follow up study, HVTN 504 [2] . Such immune correlates analyses have not been reported in any of the three cellmediated immunity HIV-1 vaccine efficacy trials that have been conducted so far [1, 7, 8] . We addressed the hypothesis that cellular immunity, either specific to HIV-1 proteins or non-specific, was predictive of HIV-1 infection risk in vaccine or placebo recipients, and was predictive of the vaccine effect (vaccine versus placebo) on HIV-1 infection. Our analysis of immune correlates identifies markers for HIV-1 susceptibility and provides immunological insights into the vaccine-associated enhancement of HIV-1 infection risk observed in subgroups of Step study vaccine recipients.
Materials and Methods
Step/HVTN504
The Step study (ClinicalTrials.gov number: NCT00095576) was a 3,000 person phase 2b efficacy trial of a recombinant Ad5-vectored HIV-1 vaccine containing gag, pol, and nef genes [1] . Study participants were randomly assigned in a 1:1 ratio to receive three doses of the vaccine or placebo on day 1 (study enrollment), week 4, and week 26. The placebo was vaccine diluent only. The initial planned interim analysis met the pre-specified futility criteria for efficacy [1] . Subsequently, vaccinations were halted and participants unblinded. To assess the longer-term risk of HIV-1 infection, Step participants were enrolled in HVTN 504 for extended follow-up of up to four years from the time of first vaccination [2] . All volunteers provided informed written consent prior to Step study participation, and the institutional review boards at the Fred Hutchinson Research Center approved the described study.
Laboratory assays
A validated ex vivo IFN-c ELISpot assay [9] was the primary immunological assay to quantify the number of IFN-c secreting cells in previously cryopreserved PBMC collected at week 8, 4 weeks after the second vaccination [3] . HIV non-specific mock responses served as assay negative control and were obtained as the number of spot-forming cells (SFC) per million PBMC in the absence of any antigen stimulation (media only). The number of SFC per million PBMC after stimulation with pools of 15-mer peptides from the HIV-1 antigens Gag, Pol and Nef were also determined. Average SFC from three replicates of antigenstimulated responses or six replicates of mock responses were used in subsequent analyses.
Flow cytometric assays were performed to quantify the percent of CD4
+ and CD8 + T cells with surface expression of Ki-67 hi BcL-2 lo as a measure of antigen non-specific T-cell activation using week 8 PBMC. A validated ex vivo intracellular cytokine staining (ICS) assay was also performed to measure the percent of HIV-, CMV-and Ad5-specific CD4 + and CD8 + T cells secreting IFN-c and/or IL-2 using week 8 PBMC. ICS mock responses were obtained using dimethyl sulfoxide (DMSO, the peptide diluent) as assay negative control [10] . ICS mock responses of IFN-c production in CD4 + T cells, CD8 + T cells, singlets, live cells, CD3 + CD4 2 CD8 2 (double negative CD3 + ) cells, and CD3 2 cells were also obtained in a subset of samples. Unless otherwise stated, all antigen-specific ELISpot and ICS responses were determined as the difference between antigen-stimulated responses and the negative control (mock response). Immune responses without subtracting off negative control values were also examined and referred to as background-unadjusted responses. High-resolution HLA class I typing (4 digits; HLA-A, HLA-B, and HLA-C) was obtained using sequence-based methods [6] .
Statistical Analysis
Because only 15 HIV-1 infections were detected among female participants [2] , all reported analyses were restricted to male participants in the per-protocol (PP) cohort as previously defined [1] . We assessed immune responses at week 8 in vaccine and placebo recipients who acquired HIV-1 infection after week 12 and compared them with responses in vaccine and placebo recipients who did not acquire infection over a follow-up period of 48 months. We used Cox regression models to estimate hazard ratios (HRs) of HIV-1 infection per 1-log e increase of immune responses, as well as the two-way interactions between vaccine assignment (vaccine or placebo) and immune responses, and the three-way interactions between vaccination assignment, immune responses, and either baseline Ad5 seropositivity or circumcision status in predicting the rate of HIV-1 infection among vaccine and placebo recipients. We defined the time-to-event variable as time from the week 12 visit to estimated time of infection [2] . We examined plots of the estimated time-varying hazard ratio based on scaled Schoenfeld residuals versus logarithm of follow up time and used the Grambsch and Therneau's test [11] to assess the proportional hazard assumption for each predictor in the Cox models.
Because almost all male vaccine recipients had ELISpot responses measured, no adjustment was needed to correct for sampling bias that normally occurs in two-stage sampling design of immune correlates analyses. ELISpot responses from placebo recipients and other immune responses from vaccine recipients were measured on a stratified random sample defined before the initial Step interim analysis, as well as on samples drawn afterwards for other purposes [6] . We accommodated these subsampling designs using two-phase analysis with post-stratification on infection status in the Cox models [12] . Post-stratification on both vaccination assignment and infection status was used for the analysis of interactions between vaccination assignment and immune responses overall and in subgroups [13] . We also conducted these analyses without post-stratification in the twophase analysis, as well as model-based weighted analyses with empirical sampling probability (data not shown given similar results). Unless otherwise indicated, all models adjusted for potential baseline confounding factors [2] , including circumcision status (yes or no), Ad5 serostatus (positive or negative, defined as having a serum neutralizing antibody titer of .18 or #18), region (North America + Australia or other), race (white or other), age (# 30 or .30), HSV-2 serostatus (positive or negative), and risk behavior in the past 6 months: recreational drug usage (yes or no), unprotected receptive anal sex with male partners (yes or no), unprotected insertive anal sex with HIV+ male partner (yes or no), and number of male partners ( #4 or .4). When a significant immune correlate was observed, we also adjusted for HLA class I type (Protective: expressing HLA-B*57, -B*58:01 or -B*27 in at least one allele; Unfavorable: expressing HLA-B*35:02, -B*35:03, -B*35:04, or -B*53:01 in at least one allele or homozygous in at least one locus; or Neutral: remaining subjects) to examine possible confounding by host genetics among vaccine recipients.
For ELISpot responses, we applied individual-level data normalization to correct for inter-laboratory assay variability since one subset of samples were assayed by the Merck research lab, and another subset with partial overlap by the HIV Vaccine Trials Network (HVTN) central lab [14] ( Figure S1 in Information S1). We also conducted analyses stratified by lab (data not shown given similar results). To better satisfy the modeling assumptions, we transformed ELISpot response data to the natural log scale during the normalization process and in all subsequent statistical analyses. To account for dependency of the normalized assay values, we used bootstrap-based estimates of standard errors and confidence intervals for inferences in all subsequent analyses that included ELISpot mock responses in the model, each with 2000 simulated datasets. All other immune response data were solely generated by the HVTN central lab, and no between-lab normalization or bootstrap-based inferences were needed in subsequent analyses.
We used univariate and multivariate linear regression models to examine baseline factors that may be predictive of the ELISpot responses. We adopted the all subset model selection procedure based on the Akaike information criterion (AIC) in building the multivariate models including possible two-way interactions between vaccination assignment and other covariates. We accommodated the post-hoc sampling design using two-phase analysis with post-stratification on both vaccination assignment and infection status in the selected models. Two-sided p-values less than 0.05 were considered statistically significant. We performed all analyses using R software (version 2.5.0).
Results
We assessed cellular immune responses by ELISpot in 112 (n = 84 vaccine; n = 28 placebo) HIV-1 infected cases and 962 (n = 729 vaccine; n = 233 placebo) uninfected non-cases, T-cell activation in 116 (n = 71 vaccine; n = 45 placebo) cases and 586 (n = 257 vaccine; n = 229 placebo) non-cases, as well as T-cell responses by ICS in 51 (n = 31 vaccine; n = 24 placebo) cases and 42 vaccine non-cases ( Figure 1 ). The vaccine was immunogenic as reported previously [9] . In addition, we observed a good dynamic range in all study subjects regardless of infection status for ELISpot mock and HIV-specific responses, as well as for T-cell activation ( Figure 2 ) and ICS responses ( Figure S2 in Information S1). These immune responses in cases tended to be comparable with or higher than those in non-cases; formal comparisons are presented later in this section to account for the sampling design and potential confounding factors. Figure S2 in Information S1). Because CD4 + and CD8 + Tcell responses detected by ICS were previously reported not to be associated with risk of HIV-1 infection [3] and there were a small number of infected and uninfected participants with available data, we refrained from further quantitative analysis of ICS responses.
In examining the relationships between immune responses from vaccine recipients, we observed that ELISpot responses against different HIV-1 antigens were correlated with each other (Spearman correlation coefficients r.0.65), and T-cell activation was correlated between CD4
+ and CD8 + T-cell subsets (r = 0.63). On the other hand, ELISpot mock responses showed no or low correlation with the HIV-specific ELISpot responses or T-cell activation (Figure 3) . Among a subset of vaccine recipients in whom we measured other immune responses of interest, ELISpot mock responses also showed no correlation with Ad5-specific or CMV-specific CD4 + or CD8 + T-cells secreting IL-2 and/or IFN-c ( Figure S3 in Information S1), and no correlation with CD8 In relating these immune responses with susceptibility to HIV-1 infection, we found that ELISpot mock responses were directly correlated with risk of HIV-1 infection among vaccine recipients. We observed an estimated 62% increase in risk of HIV-1 infection (baseline-covariate-adjusted HR = 1.62, 95% confidence interval [CI]: (1.28, 2.04), p,0.001) per 1-log e increase of mock responses (Table 1) . HIV-specific ELISpot responses were not significantly associated with risk of HIV-1 infection among vaccine recipients with or without adjustment for ELISpot mock responses. Similar results were obtained when examining background-unadjusted HIV-specific ELISpot responses (Table S1 in Information S1).
CD4
+ or CD8 + T-cell activation by itself was not significantly associated with risk of HIV infection among vaccine recipients. However, after adjustment for ELISpot mock responses, there was a trend of CD8 + T-cell activation being directly correlated with risk of HIV infection (HR = 1.60, 95% CI: (1.00, 2.55), p = 0.05). The effect of ELISpot mock responses on risk of HIV-1 infection remained significant after adjustment for HIV-specific ELISpot responses and T-cell activation (Table 1 ). In addition, the HR of ELISpot mock responses was fairly constant over time (timevarying HR p = 0.51) ( Figure S5 in Information S1). We did not find HLA class I type to be a significant confounder in these analyses ( Figure S6 and Table S2 in Information S1).
Based on combined data from vaccine and placebo recipients, we observed that the effect of ELISpot mock responses on HIV-1 infection risk did not significantly differ between treatment groups overall (interaction p = 0.18, Table 2 ). We then examined this relationship within four subgroups defined by baseline circumcision status or Ad5 serostatus because each factor was identified as a potential vaccine effect modifier in previous analyses [1, 2] . Among uncircumcised men, there was a significant two-way interaction between vaccination and mock responses in predicting risk of HIV-1 infection (p = 0.04), suggesting the vaccine effect (Table 3 ). Mock responses were not different between HLA Class I types (Table S3 in Information S1).
Discussion
This immune correlates analysis provides a comprehensive examination of cellular immunity in predicting risk of HIV-1 infection, and the unique role of mock responses in predicting the effect of an HIV-1 vaccine aimed at inducing cellular responses on risk of HIV-1 infection. Among Step study participants, we found that vaccine-induced cellular immunity measured by the number of IFN-c producing PBMC after stimulation with HIV-1 antigens was not predictive of the risk of HIV-1 infection. However, the proportion of IFN-c producing cells in the absence of antigen stimulation, although lower among vaccine versus placebo recipients, was positively correlated with the risk of HIV-1 infection among vaccine recipients. Such a positive correlation was not found among placebo recipients. We also found that nonspecific T-cell activation measured by high expression of Ki-67 and down-regulation of BcL-2 was not an independent predictor of the risk of HIV-1 infection by itself; however, after adjustment for ELISpot mock responses, CD8 + T-cell activation was directly correlated with risk of HIV-1 infection. Moreover, within the subgroups of uncircumcised men and Ad5 seropositive men, ELISpot mock responses appeared to have a different effect on the risk of HIV-1 infection in vaccine versus placebo recipients. Notably, these two Step study subgroups were previously reported to have an elevated risk of HIV-1 infection among vaccine versus placebo recipients [1, 2] . In terms of correlations among immune responses, we observed that the proportion of IFN-c-producing PBMC in mock ELISpot was correlated with the proportion of IFN-c-producing CD4 + T cells in mock ICS, but not with other responses described in this study.
The overall lower ELISpot mock responses observed among vaccine recipients versus placebo recipients and the positive correlation between ELISpot mock and IFN-c-producing CD4 + T cells among vaccine recipients suggest that non-specific IFN-cproducing cells, likely CD4
+ T cells, were dampened by vaccination. This could be due to the possibility that non-specific IFN-c production was minimized during the induction phase of immune responses to the vaccine (inserts and/or vector). Because IFN-c plays a crucial role in the immediate and long-term combat against viral infection, IFN-c secretion detected in mock ELISpot could be due to residual responses against prior viral infections, including but not limited to Ad5, in Step participants. This possibility is consistent with the observation that vaccine-associated increased risk of HIV-1 infection concentrated in two subgroups of Ad5 seropositive men and uncircumcised men with the highest proportion of non-specific IFN-c-producing cells measured in mock ELISpot. Furthermore, given that ELISpot mock responses were not correlated with the vaccine-induced immune responses (inserts and vector), it is likely that ELISpot mock responses may have corresponded to an unmeasured marker for increased susceptibility to HIV-1 infection. Such an unmeasured marker, for example, could be HIV-specific activation of CD4 + T cells that was not captured by the expression of Ki-67 and BcL-2 assessed in this study. In summary, these observations were consistent with the hypothesis that CD4 + T cells could have played a role in vaccine-associated risk of HIV-1 infection in Step.
The effect of mock response remained but the effect of CD8 + Tcell activation became more apparent when these two immune variables were both evaluated as predictors of risk of HIV-1 infection. That is, mock responses negatively confounded the effect of CD8 + T-cell activation on risk of HIV-1 infection, possibly because mock responses explained variability in CD8 + T-cell activation. This suggests that mock responses should be controlled for in future analysis of the effect of T-cell activation on HIV-1 infection. This further supports the hypothesis that mock responses are an independent marker of increased susceptibility to HIV-1 infection with an underlying mechanism that was not adequately captured by any of the T-cell responses studied to date in the Step trial. This same mechanism, possibly through CD4 + T cells, may have led to an increased risk of infection among the Ad5 seropositive and uncircumcised subgroups of male vaccine recipients. This hypothesis is supported by associations seen in the subgroups of uncircumcised men, and to a lesser extent of Ad5 seropositive men, where higher ELISpot mock responses were associated with larger relative risk of HIV-1 infection (vaccine: placebo) even after controlling for other baseline covariates. These observations suggest that ELISpot mock responses, and a more comprehensive immune profile associated with these responses, may warrant study as candidate correlates of vaccine enhancement of HIV-1 acquisition risk. Mock cellular responses, to our knowledge, have not been previously studied in terms of their effect on risk of HIV-1 infection; however, increased risk of infection associated with vaccine-specific cellular immunity has recently been discovered in several studies, including a non-human primate vaccine study against HSV infection [15] and the VAX004 study, where higher vaccine-specific CD8 + T-cell responses were significantly correlated with higher risk of HIV-1 infection among participants who received the AIDSVAX vaccine [16] . In addition, based on a recent microbicide HIV-1 prevention study, pre-existing immune activation or natural killer cell function were also found to be associated with increased risk of HIV-1 infection among women [17] [18] [19] . We thus hypothesize that the proportion of cells producing IFN-c without stimulation by exogenous antigen may provide information on innate immune activation or natural killer cell function. The mock cellular responses measured by ICS were not found to predict the rate of HIV-1 infection in the case-control analysis of the RV144 trial [20] (data not shown). This could be due to the different mechanisms for providing protection against HIV-1 infection between the Step and the RV144 vaccine regimens, as well as the lower sensitivity of the ICS assay to detect bulk T-cell responses compared to the ELISpot assay and the much lower CD8 + T-cell responses induced by the RV144 vaccine regimen. It is also likely that the partial protective effect of the RV144 vaccine may mask the effects of mock responses on HIV-1 infection susceptibility.
One limitation of this analysis is that no pre-vaccination PBMC samples were available from the baseline visit. Therefore, it was not possible to evaluate whether and at what magnitude mock responses changed upon vaccination within the same study participants. On the other hand, we did observe an overall lower mock response among vaccine versus placebo recipients based on a large amount of ELISpot response data generated at postvaccination time points. Another limitation of this study is that we included ELISpot data generated from two different laboratories. Although inter-lab differences in assay measurements have been corrected using a calibration method with satisfactory performance demonstrated in a validation dataset using Step study samples, residual inter-lab differences may still persist in the combined ELISpot response data, which could possibly influence our results. On the other hand, additional lab-specific analyses reached the same conclusions, although with less precision due to not combining assay results from the two labs (data not shown). These confirmative analyses used mock responses from each lab without any data calibration as predictors of HIV-1 infection risk. Lastly, due to the limitation of the ELISpot assay and the limited vaccine insert-specific and vector-specific ICS data that are available at the described time-point especially for infected vaccine recipients, we were not able to pinpoint which mononuclear cell in peripheral blood manifested the described associations and whether the vector-specific responses played a role. On the other hand, we observed some evidence for the possible role of nonspecific IFN-c-secreting CD4 + T cells in explaining the vaccineassociated increased risk of HIV-1 infection in Step.
Although cellular immunity was not found to be significantly predictive of the rate of HIV-1 infection in RV144, the only other vaccine efficacy trial where a quantitative immune correlate analysis was conducted [20] , it is important to understand the role of cellular immunity, especially in cell-mediated vaccine trials where increased risk of HIV-1 infection was observed in subgroups of vaccine recipients. We performed a comprehensive analysis of the available immunological and host genetics data, including HIV non-specific and HIV-specific ELISpot responses to the vaccine insert, CD4
+ and CD8 + ICS responses to the vaccine insert, the vaccine vector and CMV, non-specific CD4 + and CD8 + T-cell activation, and HLA data with complete ascertainment of infections in Step and its long-term follow up study. The underlying mechanism for the observed correlation between ELISpot mock responses and risk of HIV-1 infection among vaccine recipients is not entirely clear; therefore, these results motivate additional research to understand the potential link between IFN-c secretion, especially from CD4 + T cells, and underlying causes of vaccine-associated enhanced infection risk in
Step study participants.
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